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Art Unit: 1652 



Docket No: C38435/109700CON 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re Application of : ) 

Akira ASAKURA et al. ) 

Serial No.: 09/470,667 ) 

Filed: December 22, 1999 ) 

For: NOVEL ALCOHOL/ALDEHYDE ) 

DEHYDROGENASES 

Commissioner for Patents 
Washington, D.C. 20231 

DECLARATION OF MR. MASAO MAS HIT A UNDER 37 C.F.R, S 1.132 

Sir: 

I, Masao Mashita, a citizen and resident of Japan, hereby declare as 



follows: 



1. I am employed by Sawady Technology Co., Ltd., 1-29-10, Maeno- 
cho, Itabashi-ku, Tokyo, Japan 174-0063 ("Sawady"). I hold the 
position of Sales & Marketing Director at Sawady. One of my 
duties at Sawady is to coordinate nucleic add sequencing orders 
for clients of Sawady. 

2. By way of background, Sawady is an independent commercial 
entity that is not affiliated with the Nippon Roche Research Center 
of Nippon Roche K.K. ("NRKK"). Among the services provided by 
Sawady to its clients is the sequencing of nucleic acid molecules. 
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It is in this capacity that I was initially contacted by Dr. Masako 
Shinjoh of NRKK regarding Sawady's ability and interest in 
sequencing a certain part of the chromosomal DNA derived from 
Gluconobacter oxydans DSM 4025 as set forth in more detail 
below. 

3. As a follow up to my discussions with Dr. Shinjoh, on August 8, 
2000, I was asked by Mr. Naoki Itoh, NRKK's Patent & Licensing, 
Manager, to have Sawady sequence certain portions of the 
chromosomal DNA of Gluconobacter oxydans DSM 4025 using two 
pairs of primers identified by NRKK. On the same day, Mr. Itoh 
forwarded to me via e-mail (i) an order letter, (2) an order form, and 
(3) general protocols to be used in the sequencing. A copy of Mr. 
Itoh's e-mail (and attachments) is attached as Exhibit 1 and an 
English translation of the e-mail is attached as Exhibit 2. 

4. On August 11, 2000 I received an e-mail from Dr. Shinjoh (original 
written in Japanese attached as Exhibit 3; its English translation as 
Exhibit 4) indicating that she would send to me, via overnight 
courier, a package containing an ampoule of lyophilized cells of 
Gluconobacter oxydans DSM 4025 on August 16, 2000. 

5. On the morning of August 17, 2000, I received the package 
referenced in Dr. Shinjoh's August 1 1 , 2000 e-mail. 
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As is our standard practice, I engaged Mr. Yoshitaka Murata of K.K. 
Kyurin Corporation (27-25, Morishita-cho, Yahatanishi-ku, 
Kitakyushu-shi, Fukuoka-ken, 806-0046 Japan) ("Kyurin") to 
reconstitute the lyophilized cells in the ampoule I received from 
Dr. Shinjoh, to grow up those cells, and to isolate chromosomal 
DNA from those cells. Specifically, on August 17, 2000, I sent the 
ampoule I received from Dr. Shinjoh to Mr. Murata's company 
together with an instruction letter requesting that Mr. Murata 
provide me with isolated chromosomal DNA from the lyophilized 
cells in the ampoule. A copy , of our order letter to Kyurin is 
attached as Exhibit 5 (in Japanese) and its English translation is 
attached as Exhibit 6. 

On August 18, 2000, I received, confirmation that Mr. Murata 
received the ampoule and order letter. 

On September 1, 2000, I received a package from Mr. Murata 
containing chromosomal DNA isolated from Gluconobacter 
oxydans DSM 4025 cells reconstituted from the lyophilized cells 
contained in the ampoule I sent to Mr. Murata. See the copy of the 
DECLARATION OF YOSHITAKA MURATA UNDER 37 C.F.R. 
§1.132 attached as Exhibit 7 (without Exhibits). 

Using the isolated DNA forwarded from Mr. Murata, I supervised 
the nucleotide sequencing conducted by Mr. Susumu Yamashita at 



Sawady in accordance with the instructions of Dr. Shinjoh, the 
results of which are reported in the Experimental Report attached 
as Exhibit 8 (in Japanese) and its English translation as Exhibit 9. 

10. The Experimental Report (non-finalized) was forwarded to Dr. 
Shinjoh on October 10, 2000 via Mr. Itoh. The Experimental 
Report was finalized and executed on September 12, 2002. 

11. In sum, the ampoule containing the lyophilized Gluconobacter 
oxydans OSM 4025 cells that I received from Dr. Shinjoh on August 
17, 2000 was the same ampoule that I forwarded to Mr. Murata at 
Kyurin on the same day I received it. And, the chromosomal DNA I 
received from Mr. Murata on September 1, 2000 was the same 
DNA that was used in the sequencing experiments performed 
under my supervision at Sawady, the results of which are reported 
in Exhibits 8 and 9. 

I declare further that all statements made herein of my own knowledge are 
true and that all statements made on information and belief are believed to be true and 
further that these statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code and that such willful false 
statements may jeopardize the validity of the application or any patent issuing thereon. 
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Dated: /J. ^*7Z>J> 
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Shinjoh, Masako (NRRC~Tokyo} 



2tbA: 

CC: 



Itoh. Naoki (CPO~Tokyol 

2000^8fl8B^BfiB ^FJffl 11:50 

'sales@sawady.com' 

Shinjoh, Masako (NRRC"Tokyo) 



M T jE _tt « 

(1) Order Letter 

(2) ORDER FORM (B*g©IE*» &tf^<D3*IR) 

(3) GENERAL PROTOCOLS mXVUE*. B*f§iR) 

ju±, el< feigns u±tf£-r. 
b*p->zl (.m 



SAWADY-1.doc 



SW-ORDERFORM-1.doc SW-ORDERFORM-JP.do SW-GEN-PRO.doc 

c 



SW-GEN-PRO-JP.doc 
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[T2] E-mail from Mr. Itoh to Mr. Mashita dated Aug. 8, 2000 
From: Itoh, Naoki 
Date: August 8, 2000 11:50 am 
To: Sales@sflwadvr-o m 
cc: Shinjoh, Masako {NRRC-Tokyo} 
Subject: Determination of nucleotide sequence 

K K. Sawady Technology 
Sales Marketing Director 
Mr. Masako Mashita, 

Thank you for your usual service and taking a time for us in your busy schedule the 
other day. 

Please confirm the following papers I explained at that time 

(1) Order Letter 

(2) ORDER FORM (Original in Japanese, Translation in English) 

(3) GENERAL PROTOCOLS ((Original in English, Translation in Japanese) 
According to our discussion, we will send the sample on Aug. 16 (it will arrive at your 
company on Aug. 17). If you have any amendment for the papers above, let us know as 
soon as possible. 

Best regards, 
Naoki Itoh 
Nippon Roche K.K. 
Licensing&Patent group 

Attached files: 

<SAWADY-A.dpO; <SW-ORDERFORM-l.doc>; <SW-ORDERFORM-JP.doc> 
<SW-GEN-PRO.doc>; <SW-GEN-PRO-JP.doo 
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Shinjoh, Masako (NRRC~Tokvo) 



StiiA: Shinjoh. Masako (NRRC'Tokyo) 

j£fflBB#: 2000^8^1 1 B&BgB 'Fife 3:53 

5§5fc-' 'Sates@sawady.com' . 

CC: Itoh. Naoki (CPO~Tokyo) 

PCR-sequencing 

aXff : W0005031 

**** 

ttHf : li]tm«Jm200 
TEL: 0467-47-2226 
PAX: 0467-45-681 2 
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[T3] E-mail from Dr. Shinjoh to Mr. Mashita dated Aug. 11, 2000 



From: Shinjoh, Masako 

Date: August 11, 2000 3:53 pm 

To: Salesffisawady.com 

cc: Itoh, Naoki {CPO-Tokyo} , 
Subject: PCR-sequencing order 

Dear Mr. Mashita, 

Thank you for your usual service. 

I'd like to ask you this sequencing request. 

The details of this order and our sample will be sent next Wednesday, Aug. 16, as Mr. 
Itoh has already let you know via KORONEKO-TAKKYUBIN to arrive to your site in 
the morning of Aug. 17. 

I inform our order number relating the payment; 

order number: W0005031. 

Could you please perform the analysis. 

Best regards, 

Masako Shinjoh 

NRRC, Applied Microbiology, Masako Shinjoh, 
TEL: 0467047-2226 FAX; 0467-45-6812 
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[T5] Order letter from Sawady to Kyurin dated Aug, 17, 2000 



Four pages including this page. 
Sawady to KOLA 

To KOLA ORDER SHEET 

Sawady No. SW-002 
Aug. 17, 2000 

Client name: Dr. Shinjoh 

Organization: Nippon Roche Research Center 

Address: 200 Kajiwara Kamakura Kanagawa 

Order: Extraction of chromosomal DNA from cells 
Shipping form: 
Sample: Cells 

DSM4025 (Lyophilized) 
N2** agar plates 
Protocols 
Others: Other information 

KOLA memo: Planned delivery date Other information to Sawa.dy 

Please confirm the items and let us know if you have any questions. 
K.K. Sawady Technology 

17 1-0022 Dai-ichi Ikebukuro White Building IF 
2-9-9, Minami-Ikebukuro, Toshima-ku, Tokyo 
Tel; 03-3988-4633 Fax; 03-3982-5666 
Email:product@sawady.com Atsuko Nakagawa . 
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Docket No: C38435/1 09700CON 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re Application of : 



Examiner: M. Walicka 
Art Unit: 1652 



AkiraASAKURAefa/. 

Serial No.: 09/470,667 

Filed: December 22, 1999 

For: NOVEL ALCOHOL7ALDEHYDE 

DEHYDROGENASES 

Commissioner for Patents 
Washington, D.C. 20231 

DECLARATION OF MR, YOSHITAKA MURATA UNDER 37 C.F.R. 3 1,132 

Sir: 

I, Yoshitaka Murata, a citizen and resident of Japan, hereby declare as 

1. I am employed by K.K. Kyurin Corporation, 27-25, Morishita-cho, 
Yahatanishi-ku, Kitakyushu-shi, Fukuoka-ken, 806-0046 Japan 
("Kyurin"). I hold the position of Scientist (Kyurin Omtest 
Laboratory Dept. "KOLA") at Kyurin. One of my duties at Kyurin is 
to coordinate the preparation of chromosomal DNA from various 
cell lines in response to orders from clients of Kyurin. A copy of my 
curriculum vitae is attached as Exhibit 1 . 

2. By way of background, Kyurin is an independent commercial entity 
that is not affiliated with the Nippon Roche Research Center of 



follows: 
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Nippon Roche K.K. ("NRKK"). Among the services provided by 
Kyurin to its clients is the preparation of chromosomal DNA from 
various kinds of cell lines. It is in this capacity that I was contacted 
by Mr. Masao Mashita of Sawady Technology Co., Ltd., 1-29-10, 
Maeno-cho, Itabashi-ku, Tokyo, Japan 174-0063 ("Sawady") 
regarding our ability and interest in preparing chromosomal DNA by 
reconstituting and growing up a lyophilized sample of 
Gluconobacter oxydans DSM 4025 as set forth in more detail below. 

3. At the beginning of August, 2000, I was asked by Mr. Mashita to 
have Kyurin reconstitute, grow up, and harvest chromosomal DNA 
from a lyophilized sample of Gluconobacter oxydans DSM 4025 
cells that he would provide to me. 

4. On August 10, Mr. Mashita sent a letter to Kyurin via facsimile (a 
copy of the original facsimile in Japanese is attached as Exhibit 2 
and its translation in English is attached as Exhibit 3). This letter 
confirmed our agreement with Sawady that Kyurin would conduct 
the requested work and included an "ORDER FORM" (original 
written in Japanese, a copy of which is attached as Exhibit 4; its 
English translation is attached as Exhibit 5) and a set of "GENERAL 
PROTOCOLS" (original written in English, Exhibit 6; its Japanese 
translation as Exhibit 7) describing the methods to be used by us 
for isolating the requested chromosomal DNA. 
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5. On August 18, 2000, I received a package from Mr. Mashita via 
overnight courier. The package contained an ampoule identified as 
containing lyophilizied cells of Gluconobacter oxydans DSM 4025 
and an order sheet from Sawady (original written in Japanese, a 
copy of which is attached as Exhibit 8; its English translation is 
attached as Exhibit 9). 

6. As soon as I received the package, I stored the package in a 
refrigerator accessible only to authorized Kyurin personnel at 4°C. 
Later that day, Dr. Sugama, Director, KOLA Kyurin, at my direction, 
sent an e-mail to Mr. Mashita to confirm receipt of the ampoule and 
the order letter. 

7. On August 26, 2000, I gave Ms. Masako Nomaguchi, a researcher 
employed by Kyurin, the ampoule I received from Mr. Mashita on 
August 18, 2000, identified as cpntaining lyophilized cells of 
Gluconobacter oxydans DSM 4025, and instructed Ms. Nomaguchi 
to reconstitute the lyophilized cells contained in the ampoule, to 
grow up those cells, and to isolate chromosomal DNA from those 
cells. 

8. On August 31, 2000, Ms. Nomaguchi informed me that she had 
completed isolating the chromosomal DNA from the cells grown up 
from the Gluconobacter oxydans DSM 4025 sample I had given her, 
which I had received from Mr. Mashita on August 18, 2000. Ms. 
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Nomaguchi collected the isolated chromosomal DNA in a 1.5ml 
tube, which was labeled "SW-2 / DNeasy 28ng I n I 000831 * SW-2 
/Sepagene 0.508 Mg/M I 000831." 

9. On August 31, 2000, I placed the 1.5ml tube labeled "SW-2 / 
DNeasy 28ng / ul 000831 * SW-2 / Sepagene 0.508 n g /Ml 
000831" containing the isolated chromosomal DNA prepared by Ms. 
Nomaguchi into a shipping package. That same day, I forwarded to 
Mr. Mashita the package containing the tube labeled "SW-2 / 
DNeasy 28ng / n I 000831 * SW-2 / Sepagene 0.508 n g / u I 
000831" containing the chromosomal DNA isolated from the 
Gluconobacter oxydans DSM 4025 cells prepared by Ms. 
Nomaguchi. 

10. In sum, the ampoule containing the lyophilized Gluconobacter 
oxydans DSM 4025 cells that I received from Mr. Mashita on 
August 18, 2000 was the same ampoule that I gave to Ms. 
Nomaguchi, who reconstituted the cells, grew them up, and isolated 
genomic DNA from them. And, the chromosomal DNA that Ms. 
Nomaguchi isolated from the reconstituted Gluconobacter oxydans 
DSM 4025 cells was the same DNA contained in the tube labeled 
"SW-2 / DNeasy 28ng / ju l 000831 * SW-2 / Sepagene 0.508 Mg / 
li I 000831 " that I forwarded to Mr. Mashita on August 31 , 2000. 
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I declare further that all statements made herein of my own knowledge are 
true and that all statements made on information and belief are believed to be true and 
further that these statements were made with the knowledge that willful false statements 
and the like so made are punishable by fine or imprisonment, or both, under Section 
1001 of Title 18 of the United States Code and that such willful false statements may 
jeopardize the validity of the application or any patent issuing thereon. 

Dated:_ r __ 

Yoshitaka Murata 
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5' - AACTgCTgAg gTgCCgTAgT - 3' 
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Attachment (A) 



• NS2J§«fi mm**.*) mm 

• mmmmm s eP aGene (^.yt&mtii^tt.) 

. • DNeasy Tissue Kit ($fc5£#th 3cT<?» 

• ABI Prism BigDye Terminator Cycle sequencing Ready Reaction Kit (Applied 
Biosystems Japan) 

• AmpliTaq DNA Polymerase (Applied Biosystems Japan) 

• Let's Go PCR Kit (tfcifc^k t7f-C — r^n is— ) 

• High Pure PCR Purification Kit (BVa^T^/rW).' 



• if-va— f^n.-<— ^— MIR153 (iJ-^a— ) 

• ABI prism 377 (Applied Biosystems Japan) 

• GeneAmp PCR System 9600 (Applied Biosystems Japan) 

• (MJReserch) 

• MicroCenl3D (Herolab) 

• Mupid 5 -f/^mhW (Mupid) 



Sequences of the amplified products. 



Attachment (B) 



39F903 (697-1000) /A697f.Seq 

TTNCGTGCCT GGGGCCAGAT CACCTATGAC CCCGTCACCA ACCTTGTCCA 
CTACGGCTCG ACCGCTGTGG GTCCGGCGTC GGAAACCCAA CGCGGCACCC 
CGGGCGGCAC GCTGTACGGC ACGAACACCC GTTTCGCCGT GCGTCCTGAC 
ACGGGCGAGA TTGTCTGGCG TCACCAGACC CTGCCCCGCG ACAACTGGGA 
CCAGGAATGC ACGTTCGAGA TGATGGTCAC CAATGTGGAT GTCCAACCCT 
CGACCGAGAT GGAAGGTCTG CAGTCGATCA ANCGAAANNN NNNNNNNNNN 
NNNNN 

41F903 (697-1000) /AlOOOr.Seq 

TTCCTCTTGG TCGAGGGTTG GACATCCACA TTGGTGACCA TCATCTCGAA 
CGTGCATTCC TGGTCCCAGT TGTCGCGGGG CAGGGTCTGG TGACGCCAGA 
CAATCTCGCC CGTGTCAGGA CGCACGGCGA AACGGGTGTT CGTGCCGTAC 
AGCGTGCCGC CCGGGGTGCC GCGTTGGGTT TCCGACGCCG GACCCACAGC 
GGTCGAGCCG TAGTGGACAA GGTTGGTGAC GGGGTCATAG GTGATCTGGC 
CCCAGGCACC GGTCATCCAA CGGGCTTTGT AANNNNNNNN NNNNNNNNNN 
N 

43F903 (479-780) /A479f.Seq 

AAAGCACTTT ATGGNCTCGA ACTCTCCGGC CCGATTGTCG CCAATGGCGT 
CATCGTTGCG GGCTCGACCT gtcagtattc GCCGTTCGGC TGTTTCGTTT 
CGGGCCACGA CTCGGCCACC GGTGAAGAGC TGTGGCGCAA CACCTTTATC 
CCGCGCGCCG GCGAAGAGGG TGATGAGACC TGGGGCAATG AT T AC GAG GC 
CCGCTGGATG ACCGGCGTTT GGGGCCAGAT CACCTATGAC CCCGTTGGCG 
GCCTTGTCCA CTACGGCACC TCAAGAGTTA ANANNNNNNN NNNNNNNNN 

45F903 (479-780) /A780r.Seq 

GACAAGGCTN NCACGGNGTC AT AG GT GAT N TGGCCCCAAA CGCCGGTCAT 
CCAGCGGGCC TCGTAATCAT TGCCCCAGGT CTCATCACCC TCTTCGCCGG 
CGCGCGGGAT AAAGGTGTTG CGCCACAGCT CTTCACCGGT GGCCGAGTCG 
TGGCCCGAAA CGAAACAGCC GAACGGCGAA TACTGACAGG TCGAGCCCGC 
AACGATGACG CCATTGGCGA CAATCGGGCC GGACGAGTTC GAGACCATAT 
CCGTGCCTTG ACCGCGATCG ACGTCCATAA ANNNNNNNNN NNNNNNNNNN 
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Experimental Report 

Theme: Sequencing of the genes of the strain DSM 4025 

Experiment Number: F-903 (SW-002) 

Requester of the Experiment: 

Nippon Roche Research Center, Nippon Roche K.K. 

Kajiwara 200, Kamakura-shi, Kanagawa-ken, 247-8530, Japan 

Experimenter (company): 

K.K. Sawady Technology 

1-29-10, Maeno-cho, Itabashi-ku, Tokyo, 174-0063, Japan 
Name of COO: Masanori Masuo 

Person responsible for the Experiment: 
Name: Masao Mashita 
Company: K.K. Sawady Technology 
Name: Yoshitaka Murata 
Company: K.K. Kyurin 

Persons responsible for performing the Experiment: 
Name: Susumu Yamashita 
Company: K.K. Sawady Technology 

Name: Masako Nomaguchi 
Company: K.K. Kyurin 

Term of the Experiment: 

Initiated on: August 2000 

Finished on: September 2000 

Date of final report: September 12, 2002 

Sample: 

Lyophilized strain in an ampoule 

Supplied by Nippon Roche Research Center, Nippon Roche K.K. 
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Reagents and Devices: 

The reagents and the instruments used for performing the present 
Experiment are listed in Attachment (A). 

Methodology: 

1. Cultivation of the strain DSM 4025 supplied: 

The ampoule was treated in accordance with the protocol for the 
cultivation of the strain attached to the ampoule, wherein the 
lyophilized material was cut into two equal pieces with a sterilized 
pair of scissors and pincette. One piece was returned to the ampoule 
and the other was used for the experiment. 

For suspending the cells, 200 jil of ddH 2 0 was added instead of a 
medium. As the strain was hard to be suspended, an additional 200 
|il of ddH 2 0 was added. 200 |il of the suspension was added to NS2 
medium. The medium was incubated at 27°C for 4 days. 

Cells from a half of the plate were scraped with a platinum loop (to 
collect the strain) to be dissolved in dH 2 0. The cell suspension was 
gradually diluted to A 550 of 0.3061 when diluted by 5 fold. The cells of 
the strain were collected by centrifugation at 12,000 rpm for 5 
minutes. 

2. Preparation of chromosomal DNA 

The chromosomal DNA was prepared using two commercial kits, 
which are SepaGene (Sankou Junyaku K.K.) and DNeasy Tissue Kit 
(K.K. Qiagen). Both the kits were used in accordance with the 
protocols attached to the kits. With respect to SepaGene, Extraction 
Method I was used. 

Extraction of genome DNA with SepaGene (Extraction Method I) 

1. Collected the cells from the cell suspension of A550 = 
0.3061 obtained by 5-fold dilution of above mentioned cell 
suspension by centrifugation at 12,000 rpm for 5 minutes. 

2. After discarding the supernatant, the cells were 
suspended homogeneously by adding 100 pi of Tris-HCl 
(pH8.0). 
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3. The cells were maintained at room temperature for 10 
minutes. 

4. Added 100 jil of guanidine-thiocyanate into the cell 
suspension and mixed the solution gently with a pipette. 

5. Added the 700 \i\ absorbant containing 50% chloroform 
and 400 \il of sodium acetate. 

6. Closed the tube and mixed vigorously until the 
solution became emulsion for 10 seconds. 

7. Centrifuged at 12,000 rpm for 15 minutes. 

8. Took the upper phase containing nucleic acids. 

9. Added 55 pi of acetate buffer. 

10. Added 605 \il of isopropyl alcohol and mixed gently. 

11. Centrifuged at 12,000 rpm for 15 minutes. 

12. Discarded the supernatant, added 1 ml of 70% ethanol 
and mixed gently. 

13. Centrifuged at 12,000 rpm for 15 minutes. 

14. Discarded the supernatant and dried the nucleic acid 
pellet briefly. 

Extraction of genome DNA with DNeasy (Extraction Method II) 

1. Collected the cells from the cell suspension of A550 = 
0.3061 obtained by 5-fold dilution of the above-mentioned 
cell suspension by centrifugation at 12,000 rpm for 5 
minutes. 

2. Added 180 \i\ ATL Buffer and suspended the cells. 

3. Added 20 \il of Proteinase K, mixed the suspension and 
incubated at 55°C for 1 overnight until the cells were 
completely lysed. 

4. Vortexed for 15 seconds, added 200 jil AL Buffer, mixed 
well, and incubated the suspension at 70°C for 10 
minutes. 

5. Added 96 to 100% ethanol and mixed well. 

6. Loaded the solution obtained in step 5 gently onto a 
DNeasy column set on a 2 ml tube, centrifuged it at 8,000 
rpm for 1 minute, and discarded the filtrate. 

7. Set the DNeasy column onto a new 2 ml tube, added 500 
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\il AW1 Buffer, centrifuged it at 8,000 rpm for 1 minute, 
and discarded the filtrate. 

8. Set the DNeasy column onto a new 2 ml tube, added 500 \il 
AW2 Buffer, centrifuged it at 15,000 rpm for 3 minutes, 
dried the membrane of DNeasy and discarded the filtrate. 

9. Set the DNeasy column onto a new 2 ml tube, added 200 ml 
AE Buffer consisting of 10 mM Tris-HCl, pH 9.0, 0.5 mM 
EDTA, kept the solution at room temperature for 1 minute, 
centrifuged it at 8,000 rpm for 1 minute and eluted the 
solution. 

10. Repeated the step 9. 

3. Preparation of primers 

The primers requested by NRKK were prepared by Sawady 
Technology. After the synthesis, they were purified through an 
Oligopack column (OPC). 

Primers for Analysis 1: 

Forward: A697f 5'- TACGAAGCCC GTTGGATGAC -3' 

Reverse: AlOOOr 5'- TCGGGTTGAT CGACTGCAGA -3' 

Primers for Analysis 2: 

Forward: A"479f 5' - TATTCGACGT CGATCGCGGT -3' 

Reverse: A"780r 5'- AACTGCTGAG GTGCCGTAGT -3' 



4. PCR of the target region 

Two PCRs were performed using the two pairs of primers 
synthesized according to the above method 3, respectively to amplify 
the targeted regions. 



Let's Go PCR 

Primers 

DNA 



48.5 [iL 
0.5 nL (20 pM) 
lliL 

50 \ih 
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90°C 
i 



1 min. 

35 cycles of the following 3 steps were repeated 



95°C 
50°C 
68°C 



30 sec. 



30 sec. 
30 sec. 



i 



72°C 30 min. 
4°C for stock 

After confirming the amplified regions by electrophoresis, the desired 
regions were cut out and purified using a High Pure PCR Product 
Purification Kit (Roche Diagnostics). 

5. Determination of the nucleotide sequences 

The PCR products amplified in the above method 4 were analyzed 
by an ABI Prism BigDye Terminator Cycle Sequencing Ready 
Reaction Kit (Applied Biosystems Japan) in accordance with the 
protocol supplied by the manufacturer as explained briefly below. 

Terminator Ready Reaction Mix 8.0 jxL 

Template 50 ng 

Primer 4 pmol 

dH2Q • balance to 20 jxL 

Total 20 \iL 

PCR condition is as follows: 

25 cycles of the following steps 



96°C 
50°C 
60°C 



10 sec 
5 sec 
4 min 



3 |LiL of each sample was applied to an ABI Prism 377 apparatus. 
The electrophoresis was run overnight. 



Results: 



1. Preparation of chromosomal DNA 

The DNA prepared using DNeasy was dissolved in 100 jiL of AE 
Buffer consisting of 10 mM Tris-HCl, pH 9.0, 0.5 mM EDTA, and the 
DNA prepared by using SepaGene was dissolved in 50 of TE 
Buffer consisting of 10 mM Tris-HCl, pH 8.0, 1 mM EDTA, which 
were measured for the concentrations. 



[Data will be pasted.] 

2. PCR 

Analysis 1: designated as Enzyme A 
304 bp 

Analysis 2: designated as Enzyme A" 
302 bp 

The electrophoresis pattern revealed that the PCR products having 
the target sizes were obtained. 

2% agarose gel and each 3 |xL of the PCR products were used for the 
electrophoresis. 



[Picture of electrophoresis gel will be pasted.] 
3. Determination of the nucleotide sequences 

In accordance with the request, the respective samples were used for 
bidirectional sequencing (from both the direction) using forward and 
reverse primers. 

The sequences determined are as described in Attachment (B): 
The chromatograms are also attached hereto as Attachment (C). 
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We the undersigned each affirm that this Experimental Report is a true and 
accurate description of the cloning and sequencing of the amplified products 
set forth in Attachment B, which products were isolated from the 
chromosomal DNA of Gluconobacter oxydans DSM 4025 supplied to us by 
K.K. Kyurin 



Dated: 



For: K.K. Sawady Technology Co. Ltd: 



By: 



Masao Mashita, Sales & Marketing Director 



Dated: 



By: 



Masanori Masuo, COO 
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Attachment (A) 



Reagents 

• NS2 medium (supplied by the Requester) 

• Reagent for extracting nucleic acids, SepaGene (Sankou Junyaku K.K) 

• DNeasy Tissue Kit (K.K. Qiagen) 

• ABI Prism BigDye Terminator Cycle Sequencing Ready Reaction Kit 
(Applied Biosystems Japan) 

• AmpliTaq DNA Polymerase (Applied Biosystems Japan) 

• Let's Go PCR Kit (K.K. Sawady Technology) 

• High Pure PCR Purification Kit (Roche Diagnostics K.K.) 



Instruments 

• Sanyo Incubator MIR153 (Sanyo) 

• ABI Prism 377 (Applied Biosystems japan) 

• GeneAmp PCR System 9600 (Applied Biosystems Japan) 

• Minicycler (MJ Research) 

• MicroCen 13D (Herolab) 

• Mupid mini-gel electrophoresis apparatus (Mupid) 
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uences of the amplified products. 



Attachment (B) 



39F903 (697-1000) /A697f.Seq 

TTNCGTGCCT GGGGCCAGAT CACCTATGAC CCCGTCACCA ACCTTGTCCA 
CTACGGCTCG ACCGCTGTGG GTCCGGCGTC GGAAACCCAA CGCGGCACCC 
CGGGCGGCAC GCTGTACGGC ACGAACACCC GTTTCGCCGT GCGTCCTGAC 
ACGGGCGAGA TTGTCTGGCG TCACCAGACC CTGCCCCGCG ACAACTGGGA 
CCAGGAATGC ACGTTCGAGA TGATGGTCAC CAATGTGGAT GTCCAACCCT 
CGACCGAGAT GGAAGGTCTG CAGTCGATCA ANCGAAANNN NlSnSnsnsnSHSINl^ 
NNNNN 

41F903 (697-1000) /AlOOOr.Seq 

TTCCTCTTGG TCGAGGGTTG GACATCCACA TTGGTGACCA TCATCTCGAA 
CGTGCATTCC TGGTCCCAGT TGTCGCGGGG CAGGGTCTGG TGACGCCAGA 
CAATCTCGCC CGTGTCAGGA CGCACGGCGA AACGGGTGTT CGTGCCGTAC 
AGCGTGCCGC CCGGGGTGCC GCGTTGGGTT TCCGACGCCG GACCCACAGC 
GGTCGAGCCG TAGTGGACAA GGTTGGTGAC GGGGTCATAG GTGATCTGGC 
CCCAGGCACC GGTCATCCAA CGGGCTTTGT AANNNNNNNN NlSnsnSTlSnsnSINNN 
N 

43F903 (479-780) /A479f.Seq 

AAAGCACTTT ATGGNCTCGA ACTCTCGGGC CCGATTGTCG CGAATGGCGT 
CATCGTTGCG GGCTCGACCT GTC AGTATTC GCCGTTCGGC TGTTTCGTTT . 
CGGGCCACGA CTCGGCCACC GGTGAAGAGC TGTGGCGCAA CACCTTTATC 
CCGCGCGCCG GCGAAGAGGG TGATGAGACC TGGGGCAATG ATTACGAGGC 
CCGCTGGATG ACCGGCGTTT GGGGCCAGAT CACCTATGAC CCCGTTGGCG 
GCCTTGTCCA CTACGGCACC TCAAGAGTTA ANANNNNNNN NISnsnSTNNNNN 

45F903 (479-780) /A780r.Seq 

GACAAGGCTN NCACGGNGTC ATAGGTGATN TGGCCCCAAA CGCCGGTCAT 
CCAGCGGGCC TCGTAATCAT TGCCCCAGGT. CTCATCACCC TCTTCGCCGG 
CGCGCGGGAT AAAGGTGTTG CGCCACAGCT CTTCACCGGT GGCCGAGTCG 
TGGCCCGAAA CGAAACAGCC GAACGGCGAA TACTGACAGG TCGAGCCCGC 
AACGATGACG CCATTGGCGA CAATCGGGCC GGACGAGTTC GAGACCATAT 
CCGTGCCTTG ACCGCGATCG ACGTCCATAA AOT^NNNNNNN NNNNNNNNNN 
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[Chromatograms to be pasted.] 



Attachment (C) 
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